Abstract
Coproscopic examination often results in misdiagnosis so it is not wholly reliable, and could not be used for the early diagnosis of Amphistomes which is essential for prompt treatment before irreparable damage to the rumen and bile duct (Meshgi et al., 2009 ).Therefore, the present study was conducted to evaluate indirect ELISA and Western blotting as serodiagnostic tests for Amphistomes infection in cattle and buffaloes in Giza and Gharbia governorates, Egypt.
Material and methods

Serum samples
Eighty four serum samples (50 from cattle and 34 from buffaloes collected from Giza and Garbia governourates, Egypt) were tested twice at the same time, firstly with Paramphistomum somatic antigen and secondly with Carmyerius somatic antigen. Nine serum samples (two rabbit hyper immune sera; one for Paramphistomum and the other for Carmyerius , 3 serum sample from Paramphistomum infected cattle and 3 serum samples from Carmyerius infected cattle and one serum sample from non-infected cattle as negative control) were tested twice at the same time, firstly by using Paramphistomum somatic antigen and secondly with Carmyerius antigen. 
Identification and classification of collected Amphistomun flukes
The flukes were identified and classified according to the classification of Eduardo (1982 Eduardo ( , 1983 ) and The optimal reactant concentrations for working diluents were determined by checkerboard titration according to Sanchis et al. (2012) . Prepared somatic antigen had protein content of 3.3 mg / ml was diluted in coating buffer at their optimal dilution (10µg/ml coating buffer). Each well was filled with 200µl of the corresponding antigen concentration and then the plates were incubated overnight at 4°C.The plates were washed three times with PBS-T 0.05% to get rid of excess unbound antigen and the remaining free binding sites were then blocked with BSA for blocking buffer (200µl/well) and kept for one hour then washed three times with PBS-T 0.05%. Sera of different groups were diluted 1/20 in PBS-T then added to the plates (100µl/well) and incubated at 37°C for 90 minutes. The plates were then washed 3times with PBS-T 0.05% and 100µl/well of the conjugate (Anti-bovine IgG whole molecule-horse radish peroxidase conjugate, antibody developed in the donkey, Sigma-Aldrich, USA), 1:2000 dilution in PBS-T 0.05%, were added to all wells and incubated at 37C° for one hour. After incubation, plates were washed 5 times with PBS-T and t w i c e with the substrate buffer then Page75 acetate buffer with 10µl H2O2, the stripes were incubated for 10 minutes in dark place then the reaction was stopped with distilled water and the reaction was detected, positive result was seen as coloured bands on nitrocellulose membrane.
Statistical analysis
According to Wayne et al. (1987) The prepared Paramphistomum somatic and Carmyerius somatic antigens were run on SDS-gel with protein marker (6.5-200 KD) , then it was stained by Commassie Brilliant Blue stain to compare the protein profiles of both antigen as illustrated in figure(1).
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Discussion
As coprological positive results reflect the existence of adult fluke in definite host, the need of an urgent test for early detection of the acute phase of the disease in which maximum pathogenicity is caused by the juvenile stages of Amphistomes is essential. Confirmation of juvenile stages of Amphistomes is difficult because it depends on demonstration of immature flukes in feces or at necropsy. The Death usually occurs 15-20 day after the first signs appear. The mortality rate in heavily infested animals may be high (Radostitis et al., 2007) .
The IgG humoral response against the gastric flukes was analyzed by using Paramphistomum somatic antigen and Carmyerius somatic antigen (for detection the cross reaction between the two species).
Somatic antigen of Carmyerius gregarius was used in this study as this amphistome parasite was found to be concurrently present along with Paramphistomum species in the rumen and reticulum of infected host in Egypt. This is fulfilled by immunodiagnosis, so, this experiment was under taken.
A study for evaluation of Paramphistomum and Carmyerius somatic antigens of bovine origin was carried out for serodiagnosis of amphistomum infection in cattle and buffaloes using ELISA and western blotting with the use of postmortem and fecal examinations as reference tests.
Eighty The somatic antigens of Paramphistomum and Carmyerius were analyzed using SDS-PAGE then transferred to nitrocellulose sheet. The strips of the blotted Paramphistomum and Carmyerius somatic antigens were tested against sera from hyper immune rabbit, naturally infected cattle and buffaloes and negative control bovine sera. There were 6 protein bands corresponding to molecular weight slandered at 27, 39, 58, 63,71and 87 KDa react with sera of animals infected with either Paramphistomum or Carmyerius and didn`t react with negative sera.
One antigenic protein of Paramphistomum antigen with a molecular weight of 63 KDa exhibited a consistent reaction with most sera from infected cattle, while one antigenic protein of Carmyerius antigen with a molecular weight of 71 KDa exhibited a consistent reaction with most sera from infected cattle.
These results were nearly similar to that recorded by Anuracpreeda et al. (2008) who found that five major antigenic bands of molecular weights ranging from 23 to 116 KDa were recognized by serum of cattle infected with P.cervi and reported that 52 KDa antigenic protein band is most specific band for the
